Background: There is emerging evidence for the presence of an extensive microbiota in human lungs. It is not known whether variations in the prevalence of species of microbiota in the lungs may have aetiological significance in respiratory conditions such as asthma. The aim of the study was to undertake semi-quantitative analysis of the differences in fungal species in pooled sputum samples from asthma patients and controls. Methods: Induced sputum samples were collected in a case control study of asthma patients and control subjects drawn from the community in Wandsworth, London. Samples from both groups were pooled and then tested for eukaryotes. DNA was amplified using standard PCR techniques, followed by pyrosequencing and comparison of reads to databases of known sequences to determine in a semi-quantitative way the percentage of DNA from known species in each of the two pooled samples. Results: A total of 136 fungal species were identified in the induced sputum samples, with 90 species more common in asthma patients and 46 species more common in control subjects. Psathyrella candolleana, Malassezia pachydermatis, Termitomyces clypeatus and Grifola sordulenta showed a higher percentage of reads in the sputum of asthma patients and Eremothecium sinecaudum, Systenostrema alba, Cladosporium cladosporioides and Vanderwaltozyma polyspora showed a higher percentage of reads in the sputum of control subjects. A statistically significant difference in the pattern of fungi that were present in the respective samples was demonstrated using the Phylogenetic (P) test (P < 0.0001). Conclusion: This study is novel in providing evidence for the widespread nature of fungi in the sputum of healthy and asthmatic individuals. Differences in the pattern of fungi present in asthma patients and controls merit further investigation. Of particular interest was the presence of Malassezia pachydermatis, which is known to be associated with atopic dermatitis.
Background
The human lung has a surface area of around 50 m 2 [1] and is in contact with more than 15,000 litres of air each day [2] . At each breath around 5,000 particles of dust are inhaled [3] . On average, the dust in the earth's atmosphere contains 10,000 to 100,000 organisms per gram of dust [4] , some of which is in the 'respirable dust' fraction, consisting of particles smaller than 5 μm [5] . This extensive exposure to the environment means that the lungs are a common portal for infection by viruses, bacteria, fungi, protozoa and other infectious agents.
Historically, healthy lungs were believed to be free of bacteria and that during infection organisms "gain a foothold in the normally sterile lung tissue" [6] . However, there is increasing evidence that microbiota are present even in healthy lungs [7] . This finding raises the possibility of a potential overlap between pathogenic and commensal microbiota in the respiratory tract.
There is relatively little literature examining microbiota in human lungs. Tunney et al. [8] showed that approximately 50% of healthy individuals harbour between 1000 and 10,000 culturable anaerobic bacteria per ml of induced sputum A range of microbial species were also found in induced sputum at low numbers in another study which examined sputum from healthy subjects [9] . One previous study has been identified which used metagenomic culture independent genomic techniques and demonstrated that microbial communities in asthmatic airways were disordered, with pathogenic Proteobacteria more frequently found in the bronchi of asthmatics patients than in controls [10] .
The current study further examines the role of atypical microbiota in respiratory disease. The study used molecular techniques to identify eukaryote species that were present in induced sputum samples taken from asthma patients and controls, living in Wandsworth, London. The aim of the study was to undertake semiquantitative analysis of the differences in fungal species present in pooled sputum samples from asthma patients and controls.
Methods

Study population
The study protocol was approved by Camden and Islington community local research ethics committee (ref 08/ H0722/540). All patients participating in the study supplied informed consent. This case control study from which the induced sputum samples were drawn has previously been described. Further information on the characteristics of the subjects in this study has been provided in that paper [11] . In summary, participants were residents of Wandsworth, London, and were primarily identified from the patient registers of two GP practices. Asthma patients were defined as those individuals who had a current diagnosis of asthma, for example, by being on the GP practice asthma register. Most of the asthma patients were on inhaled corticosteroids. Non-atopic controls were defined as individuals who on questioning did not report having current or previous asthma, eczema or hay fever. All participants competed a published questionnaire [12] to assess the risk of mould in the home. The questionnaire contained four questions: Is there any visible mould growth on your house? Is there any odour of mould or cellar-like musty air in your house? Is there any moisture stains in your house? Is there any water/moisture damage in your house?
Sputum collection and DNA extraction
Participants inhaled isotonic saline via an ultrasonic nebuliser. Globules of sputum were coughed up into petri dishes, spread on microscope slides and stained for microscopic examination. Approximately 5 mm 2 areas were excised from each microscope slide. The samples were combined to yield two pooled samples for subsequent DNA extraction and PCR: asthma patients and control subjects. (A sample from one asthma patient was inadvertently included in the control set). DNA was subsequently extracted using the Zymo research pinpoint system (Zymo Research, Irvine, Ca) in accordance with manufacturer's instructions. The samples were taken from 30 asthma patients and 13 non-atopic control subjects involved in the case control study.
Pyrosequencing of extracted DNA and statistical analysis
Extracted DNA was amplified using a PCR protocol for the partial 18S rRNA gene using the primer pair (Euk1a (5' CTG GTT GAT CCT GCC AG 3') and Euk516r (5' ACC AGA CTT GCC CTC C 3')) in accordance with previously described protocols [13, 14] . The two pooled extract amplicons, from asthma patients and from controls, were sequenced using a 454 pyrosequencer by Research and Testing Inc, Lubbock, Texas, USA. DNA sequences were compared to the SILVA database of known eukaryotic 18S rRNA gene sequences to determine in a semi-quantitative way the proportional distribution in each of the two samples.
The difference between the pattern of fungal species in each of the two pooled samples was compared using Unifrac [15, 16] . This online software uses phylogenetic information to test whether or not two environments are significantly different. The software estimates the similarity between communities by measuring the number of changes that would be required to explain the differences in the distribution of sequences between the two environments.
Results
Study population and presence of mould in the home
Patients had a mean age of 41.6 years (SD 14.9, range 18-65 years) and control participants a mean age of 35.7 years (SD 12.8, range 24 -58 years). The patient group was 40% male and the control group was 46% male.
A positive answer to at least one of the four questions regarding possible mould in the home was recorded in 30% (9/30) asthma patients and 15.4% (2/13) of control subjects. Due to the small sample size, this relatively large difference was not statistically significant.
Analysis of pyrosequencing data
The differences based on the percent of total DNA reads of in the pooled samples from asthma patients and nonatopic controls are shown in Tables 1 and 2 . A statistically significant difference in the pattern of fungi that were present in the respective samples was demonstrated using the Phylogenetic (P) test (P <0.0001).
A total of 136 fungal species were identified in the induced sputum samples, with 90 species more common in asthma patients and 46 species more common in control subjects, based on the percent of total DNA reads (see Figure 1 ). Psathyrella candolleana, Malassezia pachydermatis, Termitomyces clypeatus and Grifola sordulenta were particularly prevalent in the sputum of asthma patients and Eremothecium sinecaudum, Systenostrema alba, Cladosporium cladosporioides and Vanderwaltozyma polyspora were particularly prevalent in the sputum of control subjects. No other eukaryote species were identified in the sputum samples.
Discussion
The range of fungal species present in both asthma patients and control subjects was larger than expected. There were also clear differences in the pattern of fungal species between asthma patients and control subjects. The fungi Malassezia pachydermatis, was found in patients with asthma and not the control group. This organism has a known association with atopic conditions including atopic dermatitis [17] . However, there were no other obvious associations were identified in the published literature between asthma and the other fungi found in the pooled samples from the asthma patients. Two of the fungi most commonly found in the sputum of asthma patients (Termitomyces clypeatus and Psathyrella candolleana) represent members of the basidiomycete family [18] . The latter has been found in indoor dust [19] and one can speculate that fungal spores may have been inhaled within the home. It is possible that most of the fungi identified could have come from a single individual, or a small number of individuals, whose samples were heavily colonised by fungi. Except for Cladosporium, the species identified in induced sputum are not commonly found in air samples examined using standard culture techniques [20] . Analysis of air samples using molecular techniques may demonstrate that these species are commonly present in the air, but this research has not been undertaken so far. Three out of four species detected in the sputum of asthma patients were from the macromycetes group (commonly known as mushrooms). Although asthma is associated with damp environments that are affected by mould growth, we are unaware of any study that has identified an association between macromycetes and asthma. Future studies should consider analysing air samples from the homes of participants using molecular techniques, so as to take into account the presence of fungi in the ambient environment of participants. We used universal primers for the eukaryotic 18S rRNA gene and were surprised that no eukaryotes other than fungi were identified in cases or controls. We have considered a number of potential reasons why this may be the case and the most likely was that levels of non-fungal eukaryotic DNA, present in the samples, was below the limits of detection. The PCR primers were chosen after considerable deliberation and a probeCheck test showed that they were universal and matched Homo sapiens' 18S rRNA gene 100% [21] . However other potential reasons include: a genuine absence of other eukaryotes and unintended removal of DNA from other eukaryotes as part of the processing of the samples.
Individual level analysis of samples was considered, but rejected as it was anticipated that, if the samples from each individual were analysed separately, the number of eukaryotes in each sample would be below the threshold of detection. Samples for this study were therefore pooled to maximise the number of copies of each species in the pooled samples and consequently maximise the probability of detecting all the species that were present.
The study has a number of weaknesses. The sputum was not fresh when it was examined and although every effort was made to prevent contamination of samples by spores in the air, this is a possibility. The sample size is small and therefore may not be representative of asthma patients. Unfortunately, information on pets was not collected in this study and therefore could not be correlated with the presence of absence of particular fungi. It is possible to speculate that the presence of a pet (particularly a dog) in the subjects' house might be associated with the presence of Malassezia pachydermatis in the sputum of the research subjects, as this organism has been identified as a commensal on the skin of dogs and have could contaminated air in the homes of some of the research participants.
The potential significance of these fungi is unclear. There is tentative emerging evidence that microbiota % reads in C % reads in A Figure 1 Graph showing the percentage of pyrosequencing reads for fungal species identified in the Asthma patient (A) or control participant (C) samples (species identified for reads greater than 1%). [22, 23] .
Conclusion
This study provides emerging evidence for the widespread presence of fungi in the sputum of asthma patients and control subjects. Significant differences have been identified in the pattern of fungi present in asthma patients and control subjects drawn from the same community. Although this method demonstrates the possibility of using microscopy samples, further investigation is warranted which applies these techniques to fresh sputum samples. This method may in itself be applicable to analysis of historical samples and may in turn prove of interest in evaluating the microbiome of the lung demographically and between generations.
